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Increased intracellular reactive oxygen species (ROS) levels upon hydrogen-peroxide 20
treatment. 21
Intracellular ROS levels after hydrogen-peroxide treatment were measured using the 22 fluorescent probe, 5-(and-6)-chloromethyl-2,7-dichlorodihydrofluorescein diacetate acetyl 23 ester (CM-H2DCFDA) (Molecular Probes). After incubation with 10 mM CM-H2DCFDA 24 for 30 min at 37°C, cells (2×10 7 cells/ml) were exposed to different concentrations of 25 hydrogen peroxide (5-100 µM). ROS-associated CM-DCF fluorescence levels were 26 measured, using an excitation wavelength of 488 nm and an emission wavelength of 520 nm, 27
for 60 minutes at 5-min intervals at 37°C on a SpectraMax fluorescent plate reader 28 (Molecular Devices). We observed a linear increase of ROS levels in cells treated with 29 increasing amounts of hydrogen peroxide, up to 100 µM. In addition, treating with 10 µM 30 hydrogen peroxide enhanced ROS generation to almost the same level in cells from different 31 strains. 32
